Radioiodination
The Kazal and Kunitz trypsin inhibitors were iodinated with carrier free Na 12 T by lactoperoxidase in the presence of hydrogen peroxide [12, 13] . The experimental conditions for iodination and purification were identical for both inhibitors. The results obtained for the Kunitz The major iodinated product, accounting for 64% of the recovered radioactivity is eluted as a symmetrical peak in fractions 27-33, the same volume in which unlabelled inhibitor is eluted. The gel filtration step effectively separated the iodinated inhibitor from small amounts of high molecular weight iodinated material (fractions 16-25) presumably derived from the lactoperoxidase preparation and from low molecular weight radioactive material eluted in fractions 41^46, which is probably free 125 I.
The effluent from the Sephadex G-50 column was examined by SDS-polyacrylamide gel electrophoresis [16] replicates ± 10% or less. The Kunitz inhibitor can be determined in the range of 100 to 5000 picograms with the same precision. We have not attempted to increase the sensitivity of the assay although it is probable that sensitivity could be increased by using higher specific activity iodinated inhibitors. Since the Kazal The radioimmunoassays described here provide a method to measure picogram quantities of both the Kazal and Kunitz inhibitors in tissue extracts and physiological fluids. The sensitivity and specificity of these assays now permit the examination of the synthesis, segregation and secretion of the pancreatic trypsin inhibitors at a level which hitherto had not been possible.
